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322A ABSTRACTS- Myocardial Ischemla and Infarction 
last acute event. Such condition is associated with an enhanced responsiveness to pro- 
inflammatory stimuli. Thus, NF-K B activation might represent a mechanism by which 
CRP amplifies and perpetuates the inflammatory component of acute coronary syn- 
dromes. 
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852-2 Widespread Coronary Inflammation In Patients With 
Unstable Angina 
Antonino Buffon. Luigi M. Biasucci, Giovanna Liuzzo, Gianloca Comerci, Giuseppe 
D'Onofrio, Filippo Crea, Attilio Maseri, Catholic Univerei~ Rome, Italy. 
Background: Inflammation may cause unstable angina (UA) by favoring coronary 
plaque rupture and erosion, In UA activated leukocytes were found in peripheral and cor- 
onary sinus blood, but it is unclear whether they are selectively activated in the vascular 
bed of the culprit stenosis, 
Methods: We measured the difference in neutrophil myeloperoxidase content (MPXI) 
across the cardiac and femoral circulation in 5 groups of patients: 33 with UA and single 
stenosis either in left descending (LAD) artery (UA-L, 24 patients) or right coronary artery 
(UA-R, 9 patients), 13 with stable angina, 13 with variant angina and 6 controls. Blood 
samples were taken simultaneously from aorta, femoral vein and great cardiac vein 
(GCV) which selectively drains LAD but not right coronary blood (as we confirmed by the 
presence or absence of evidence of vasodilation in the GCV following nitrates injection 
into left and right coronaries respectively), Plasma levels of C-reactive protein (CRP) 
were also measured. 
Results: Aortic MPXI was similar in UA-L and UA-R (-3.9 and -5.5), but significantly 
lower than in the other three groups (all P<O.05). A significant negative correlation was 
found between aortic MPXI and CRP values (r=-0.45, P=0,025), MPXI significantly 
decreased in GCV both in UA-L (-6.4, P<0.O01) and UA-R (-6.6, P=0.003), but not in sta- 
ble angina with LAD stanosis, variant angina with LAD ischemia, or controls. No MPXI 
decrease was observed in any group in the femoral vein, The GCV-aorta gradient was 
also significantly correlated with CRP levels (r=-0.41, P=0,011 ). 
Conclusions: The widespread inflammatory activation of neutrophils across the COro- 
nary vascular bed, independent of culprit stenosis location and of ischemia, carries 
important pathophysiologicel implications and challenges the concept of a single coro- 
nary vulnerable plaque in unstable coronary syndromes. 
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852-3 Apoptosls Resistance of Nautrophils in Patients With 
Unstable Angina 
Luioi M. Biasucci, Annalisa Porto, Claudia Colussi, Donetella Lomaglio, Francesca 
Raimondi, Laura Morlacchi, Francesca Ginnetti, Giovanna Liuzzo, Attilio Maseri, 
Cardiology, Catholic Universi~ Rome, Italy 
Background: Activated neutrophils have been found in the peripheral and coronary cir- 
culation of pts with unstable angina (UA). As apoptosis limits neutrophils pro-inflamma- 
tory functions, we hypothesized that a prolonged survival of peripheral neutrophils could 
represent one of the inflammatory mechanisms leading to instability. 
Methods: We investigated spontaneous apoptosis of circulating neutrophils in 31 pts 
with Braunwald class IIIB UA, 12 pts with stable angina (SA) and 32 normal subjects (N). 
Peripheral blood samples were taken within 12 hours from the last ischaemic episode; 
neutrophils were isolated by gradient cantrifugation (Polymorphprap, N/corned) and cul* 
tured at 37°C. Spontaneous apoptosis of neutrophUs was analyzed by flow cytometry 
using Annexin V-FITC (Immunotech, Marseille, France) at 4, 20 and 48 hours after isola- 
tion. CRP was also measured by a high-sensitivity method (Dede-Behering). 
Results: Data are reported as median (range).The apoptotic rate was significantly lower 
in UA vs SA and N at 4 hours: the percentage of apoptotic neutrophils was 11% (2-41) in 
UA, 45% (6-75) in SA and 29% (13-82) in N (p<0.01, UA vs SA and N). The apoptotic 
delay persisted in UA pts at 20 and 48 hours, being at 20 hours 72% (40-86) in UA, 76% 
(28-94) in SA, 83% (61-96) in N ( p<0.01 UA vs N) and at 48 hours 84% (38-98) in UA, 
87% (67-97) in SA and 95% (47-100) in N (p<0.05 UA vs N). In the overall population, a 
significant negative correlation was seen between CRP levels and the apoptotic rate at 4 
hours ( r= -27, p<0.01). 
Conclusion: Our study demonstrates a significant neutrophil apoptosis resistance in pts 
with UA. A prolonged survival of peripheral neutrophils suggests that an enhanced pro- 
inflammatory potential of these cells may represent a novel mechanism of instability. 
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852-4 C-Reactive Protein-Mediated Complement Activation 
During Acute Myocardial Infarction in Humans 
Wire K. Laorand, Remco Nijmeijer, Hans W. Niessen, Cses A. Vissar, Wim T. Hermens, 
Yvonne P. Lubbers, Machiel J. van Eenige, Aart J. Karreman, C.Erik Hack, VU Medical 
Centre, DpL of Cardiology, Amsterdam, The Nether~ands, CLB, Sanquin Blood Supply 
Foundation, Amsterdam, The Nether~ands. 
Background 
Complement activation during acute myocardial infarction (AMI) may contribute to a 
worse course, and is a potential target for therapy. The mechanism of complement acti- 
vation during AMI is still unclear, but likely involves C-reactive protein (CRP), as this 
acute phase protein is present in infarcted human myocardium together with activated 
complement fragments, and CRP was found to increase infarct size in a rat model of AMI 
via complement activation. We, therefore, examined CRP-mediatad complement activa- 
tion in blood samples of humans with AMI or unstable angina pectoris (UAP), 
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Methods 
CRP-complement complexes (CRP-C3d and CRP-C4d), specific markers for CRP- 
dependent complement activation, were measured in serial plasma samples of patients 
with AMI (n=82) or UAP (n=25). Peak levels and cumulative generation of the complexes 
in time were related to those of complement activation fragments (C3a, C3b/c, and C4b/ 
c), enzymatic infarct size and clinical course. 
Results 
Peak levels and cumulative generation of complement activation fragments during the 48 
hours-observation peried were significantly higher in patients with AMI than in those with 
UAP. Complement activation during the first 12 hours was significantly higher in AMI 
patients treated with thrombolysis than in patients treated with direct angioplasty. The 
generation of CRP-camplement complexes also was significantly higher in patients with 
AMI than in patients with UAP. The 48 hours-cumulative release of CRP and generation 
of CRP-C4d complexes correlated significantly with enzymatic infarct size, and was most 
pronounced in AMI patients without raparfusion therapy. Complement fragments, CRP 
and CRP-complement complex levels did not differ between patients with or without 
adverse events during 1-year follow-up, but were found to be associated with these 
adverse events, when using a merit value (= (sensitivity + specificity) - 100%) of >50%. 
Conclusions 
Complement activation after AMI is, in part, mediated by human CRP, and is influenced 
by the use of thrombolytic agents and occurrence of reperfusion. This activation is asso- 
ciated with a higher incidence of cardiovascular events after AMI during 1-year follow-up. 
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852-5 aPLA2 Potentiates Binding of CRP to Ischemlcally 
Challenged Card lomyocytea  
Remoo Niimeiier, Hans W. Niessen, Cees A. Visser, Yvonne P. Lubbers, Caspar G. 
Schalkwijk, Erik C. Hack, Free University Medical Hospital (VU), Amsterdam, The 
Netherlands, Sanquin Blood Supply Foundation (C.L.B), Amterdam, The Netherlands. 
Introduction: Myocardial infarction induces a systemic and local inflammatory response. 
Recently we found co-local/sing depositions of C-raactive protein (CRP) and secretory 
Phospholipase A2 (sPLA2) in human infarcted myocardium: sPLA2 occupying a larger 
area than CRP. We hypothesize that sPLA2 may be involved in the formation of suitable 
ligands for binding of CRP to infarcted cardiomyocytes. We have studied this in adult rab- 
bit cardiomyocytes and H9C2 ceils. 
Materials: Adult rabbit cardiomyocytes were isolated by collagenase perfusion of the 
heart. H9C2 calls were cultured according to ATCC guidelines. CRP was isolated from 
human ascites. While sPLA2 was isolated from HEPG2 cells by means of affinity chro- 
matography. The activity of sPLA2 was validated. Ischemia was mimicked by means of 
metabolic buffer. Subsequent to ischemia cells were reperfused with or without sPLA2 
and/or CRP. Cell vitality was evaluated using Propidium Iodide (PI) and Annexin-V (AV) 
staining. Binding of CRP or sPLA2 to the cells was evaluated by means of fluorescence 
immunohistochemistry. 
Results: After exposure of the cells to metabolic inhibition a rapid decline in cell vitality 
evolved. Both in adult cardiomyocytes and H9C2 cells sPLA2 positivity was found in AV 
and PI double positive cells (thus late apoptotic or necrotic cells). Interestingly sPLA2 
positivity was also found in single AV positive calls (thus early apoptotic or flip-flopped 
but viable cells). H9C2 cells exposed to metabolic inhibition showed increased capacity 
to bind sPLA2 and CRP when exposed for a period of two hours to culture medium con- 
taining these molecules. The binding of CRP in the metabolic inhibited group was mainly 
to PI positive (non-viable) cells. However, in ischemically challenged cells previously 
exposed to sPLA2 the binding of CRP was significantly higher when compared to the 
cells not pra-incubatad with sPLA2. 
Conclusion: These findings support (1) sPLA2 binds to viable but ischemic cardiomyo- 
cytes. (2) sPI.A2 potentiated binding of CRP to ischemic cardiomyocytes. Our findings 
therefore are in line with our hypothesis that inflammatory mediators increase the the 
area of infarction subsequent to myocardial infarction. 
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852-6 C-Reactive Protein Elevation Following Chemically 
Induced Septal Infarction in Humans Without Coronary 
Atherosclerosis 
David H. Lewis, Patricia A, Gum, Fred Van Lanta, E. Murat Tuzcu, Harry Lever, Mid 
America Heart Institute, Kansas Ci~ Missouri, The Cleveland Clinic Foundation, 
Cleveland, Ohio. 
Background: C-reactive protein (CRP) elevation predicts major adverse cardiac events in 
healthy individuals, patients with stable angina pectoris, patients with acute coronary 
syndromes, and in patients undergoing percutaneous and surgical revascularization. 
Percutaneous transluminal septal ablation in hypertrophic ardiomyopathy (HCM) allows 
for measurement of the CRP response to myocardial infarction (MI) without the con- 
founding influence of an unstable coronary plaque. 
Methods: Eleven patients with HCM and without angiographic evidence of coronary ath- 
erosclerosis undergoing septal ablation were studied. Myocardial infarction was induced 
by infusing alcohol into septal perforating arteries. Blood was obtained at baseline and at 
48 hours, High sensitivity CRP analysis was carried out by immunonephelometry, using 
an Immage analyzer (Beckman Coulter). 
Results: Baseline CRP values were available on 7 patients, Mean CRP at baseline was 
0.42 ± 0.37 mg/dl (normal <1.0 mg/dl). CRP values at 48 hours were available on all 11 
patients. Mean CRP at 48 hours was 6.84 ± 2.39 mg/dl. For the patients with values 
obtained both at baseline and at 48 hours, there was a sixtaenffold increase in CRP 
observed (p<0.0005). 
Conclusions: These data represent the first analysis of the dramatic CRP elevation fol- 
